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We developed a new kit for detecting a-fetoprotein (AFP) in leaked amniotic fluid (Eur J Obstet Gynecol Reprod Biol 1995; 58:67-72) .
Later, we developed an improved AFP kit utilizing the same AFP monoclonal antibody. We compared this improved AFP test with the nitrazine test for 137 patients. The nitrazine test correctly diagnosed 62.1 % of the cases, but the improved AFP kit diagnosed 98.0% for <37 weeks of gestation (P <0.001). The nitrazine test showed a specificity of 58.3%, whereas the AFP kit showed a 100% rate for detecting 37 weeks of gestation (P <0.01). The reaction time with the AFP kit is 90 s. This study has confirmed a high clinical efficacy of the improved AFP test kit as a method of diagnosis of premature rupture of fetal membranes. The color was compared with a color chart; pH 6.5 was considered positive. To compare the concentration of APP of the specimen with the results of the improved APP kit, we stored the samples frozen below -20 #{176}C, and measured the concentration by enzyme immunoassay. Based on our previous investigation (7), the cutoff APP concentrations of the cervical secretion and the vaginal fluid was set at 125 g/L.
We also investigated the performance of the specimen collector and the reproducibility of the test for the detection sensitivity, cross-reaction, and influence of contaminated substance on reaction in the improved APP kit.
For statistical analysis, we used the test with Yates' continuity correction. P <0.05 was considered significant.
Results

Specimen Collector
Use of outer tube. We compared the amount of specimen collectable from normal pregnant women with and without the use of the outer tube; using the outer tube reduced the CV from 42.1% to 28.7% (Fig. 1) . to determine the influence of freezing and thawing the specimen, we examined APP recovery rate for amniotic fluid collected with a specimen collector after subjection to a freeze-thaw cycle. The APP recovery rate was 100.6% (n = 6) when the specimen on the specimen collector was immersed in the diluent and stored frozen and APP was extracted by agitation after thawing, and 106.8% (n = 6) when the specimen was immersed in the diluent, APP was extracted by agitation, and the extract was then frozen.
Kit Evaluation
The reproducibility of the improved APP kit was ascertained by the constant negative and positive results that were determined 10 times for different concentrations of purified APP (0, 1.5, 3, 5, 10, and 50 g/L). These concentrations of purified APP are equivalent to APP concentrations of 0, 62.5, 125, 210, 415, and 2075 gfL in the original cervical-vaginal fluid, respectively.
The blue color formation was stable at an APP concentration of 3 j.g/L by repeated examinations (Fig. 2) affect the reactions. The time required for the reaction with this kit was -90 s.
Clinical Study
Of the 47 cases diagnosed with PROM, 46 were positive by the improved APP kit ( ported a sensitivity of 98%, which they claimed made this method more reliable than the nitrazine or ferning method.
However, in 1990, Garite and Gocke (8) reported that, using the same colorimetric monoclonal antibody assay, their results showed only a specificity value higher than in the nitrazine test, whereas neither the sensitivity nor the specificity values were better than in the ferning method. They also reported that 15 mm was necessary for testing. We developed a kit utilizing anti-APP monoclonal antibody (APP kit) for a rapid (-3 mm) and concise test of PROM and previously reported its usefulness (7). With this APP kit, the specimen was directly collected from the site of sampling with a syringe. However, because the cervical secretion to be collected was frequently highly viscous, sample collection was hindered. Consequently, we devised a specimen collector with an outer tube that allows collection of a highly precise amount of specimen.
The present study confirms that, by the use of this specimen collector, easy collection of the correct amount of specimen is feasible. 
